Abstract In order to explore the molecular mechanisms behind the pathogenesis of acute liver failure (ALF) associated with hepatitis B virus (HBV) infection, the present study aimed to identify potential key genes and pathways involved using samples from patients with HBV-associated ALF. The GSE38941 array dataset was downloaded from the Gene Expression Omnibus database, and differentially expressed genes (DEGs) between 10 liver samples from 10 healthy donors and 17 liver specimens from 4 patients with HBV-associated ALF were analyzed using the Linear Models for Microarray Data package. Gene Ontology and KEGG pathway enrichment analyses of the DEGs were performed, followed by functional annotation of the genes and construction of a proteineprotein interaction (PPI) network. Subnetwork modules were subsequently identified and analyzed. In total, 3142 DEGs were identified, of which 1755 were upregulated and 1387 were downregulated. The extracellular exosome, immune response, and inflammatory response pathways may potentially be used as biomarkers of ALF pathogenesis. In total, 17 genes (including CCR5, CXCR4, ALB, C3, VGEFA, and IGF1) were identified as hub genes in the PPI network and may therefore be potential marker genes for HBV-associated ALF.
Introduction
Acute liver failure (ALF), also known as fulminant hepatic failure, is a rare but life-threatening critical clinical syndrome marked by the sudden loss of hepatic function in a person with no prior history of liver disease. The spontaneous survival rate for ALF is <50% and, unfortunately, there are no effective and noninvasive treatments for this condition yet. Liver transplantation is the only therapy of proven benefit, but both the rapidity of ALF progression and its variable course limit the use of the procedure. The causes of ALF include viral hepatitis, drug-induced and toxin-induced liver diseases, metabolic errors, and ischemia, as well as other miscellaneous rare causes. Hepatitis B virus (HBV) infects more than 300 million people worldwide and is a common cause of liver disease and liver cancer. 4 ALF occurs in approximately 1% of patients with acute hepatitis B and jaundice. 5 Severe reactivation of a chronic HBV infection can also lead to acute or subacute liver failure. 6 However, the dramatic clinical course of ALF and the difficulties in obtaining liver samples are major limitations to elucidating the molecular mechanisms behind the pathogenesis of this condition in individuals without evidence of chronic liver disease. 7 Therefore, many research groups have instead focused on HBV-related acute-on-chronic liver failure and rarely studied ALF without chronic liver disease. Consequently, there is a need for greater efforts to clarify the molecular mechanisms underlying HBV-associated ALF and to identify other potential avenues for its treatment.
Gene expression analysis based on microarray technology is a widely used, high-throughput, and powerful research method for studying the pathogenesis of complex diseases. However, studies that have performed gene expression profiling of HBV-associated ALF in humans are very rare. Nissim et al 7 designed a study, involving 4 patients with HBV-associated ALF who had undergone orthotopic liver transplantation (OLT), to investigate the molecular mechanisms of liver regeneration in humans. Their results demonstrated that this medical condition is associated with the expression of genes related to hepatic stem/progenitor cell (HSPC) and hepatic stellate cell activation and fibrogenesis. The aims of our present study were to identify differentially expressed genes (DEGs) between patients with HBV-associated ALF and individuals with healthy livers, as well as potential key genes and pathways closely related to this condition, through Gene Ontology (GO) term enrichment, Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway, and proteineprotein interaction (PPI) network analyses. A total of 3142 DEGs (including 17 potential hub genes) and some pathways were identified, which may be candidate biomarkers for HBV-associated ALF.
Materials and methods

Affymetrix microarray data
The microarray data obtained from the gene expression profiling for HBV-associated ALF were downloaded from the Gene Expression Omnibus database (https://www.ncbi. nlm.nih.gov/gds/). The ALF-associated dataset GSE38941, based on the GPL570 ([HG-U133_Plus_2] Affymetrix Human Genome U133 Plus 2.0 Array) platform, was provided by Nissim et al 7 This dataset consists of the results from 27 gene chips, developed using 10 liver samples from 10 healthy donors and 17 liver specimens from 4 patients with HBV-associated ALF (patients 241, 31, 219, and 32). All 4 patients had undergone OLT for HBV-associated ALF, and 4 liver specimens (5 in the case of patient 219) were obtained from each of them at the time of the procedure. Each liver specimen was divided into 2 pieces, one of which was snapfrozen for microarray gene expression profiling, and the other fixed in formalin for liver histological and immunohistochemical analyses. Total RNA was extracted from the frozen liver specimens and subjected to amplification, and then standard Affymetrix protocols were used to hybridize the labeled RNA with the Affymetrix Human Genome U133 Plus 2.0 arrays.
Screening for DEGs
The statistical software R (ver. 3.4.1, https://www.rproject.org/) and the Bioconductor package (http://www. bioconductor.org/) were used to analyze the significance of the DEGs between the HBV-associated ALF samples and healthy liver samples. First, the raw CEL files were normalized and background adjusted using the robust multichip average algorithm in the Affymetrix package. 8 Then, the k-nearest neighbor algorithm within the impute package was applied for missing values. An empirical Bayes method was used to select significant DEGs, based on the "limma" package of Bioconductor. 9 To improve the reliability of the DEGs, probe sets with an adjusted P < 0. 001 and jlogFCj > 1 (where FC stands for fold change) between 2 comparison groups were defined as significant DEG sets. Finally, the DEGs were annotated using the ''annotate" package.
GO term and KEGG pathway enrichment analyses
Enrichment of the DEGs into the Cell Components (CC), Molecular Functions (MF), and Biological Processes (BP) GO terms was performed using the online gene function annotation tools (ver. 6.8) on the DAVID website (http://david. ncifcrf.gov/home.jsp). The relevant signaling pathways were analyzed using the KEGG database. 10 The statistical significance threshold level for all GO enrichment and KEGG pathway analyses was P < 0.05.
PPI network analysis and hub gene identification
The DEGs were uploaded to the Search Tool for the Retrieval of Interacting Genes (STRING) database analysis platform 11 to obtain a PPI map. Thereafter, Cytoscape software was used to construct the PPI network. The CytoHubba plug-in 12 in Cytoscape 3.5.1 13 was used to identify hub genes. To calculate the hub scores of the PPI network, we used 12 built-in centrality indices; namely, Maximal Clique Centrality, Density of Maximum Neighborhood Component, Maximum Neighborhood Component, Degree, Edge Percolated Component, Bottleneck, Eccentricity, Closeness, Radiability, Betweenness, Stress, and Clustering Coefficient. The top 50 genes ranked by each centrality index were considered to be highly ranked hub gene candidates. Among the 12 lists of potential hub genes ranked by different hub scores, we applied a strict filter criterion that only genes within the intersection of !6 lists were considered to be high-confidence hub genes with potential biological significance. A p value of <0.05 was considered significantly significant.
Results
Screening for DEGs
In total, 3142 DEGs were identified by screening, of which 1387 were downregulated (Table 1 ) and 1755 were upregulated genes ( Table 2 ). Of these, 828 DEGs (jlogFCj > 2) comprising 424 downregulated and 404 upregulated genes were selected for subsequent bioinformatic analysis. Nissim et al 7 conducted their multivariate permutation analysis with a false discovery rate of <1% and identified 2533 differentially expressed unique genes, 1385 of which were upregulated and 1148 were downregulated. In that study, the genes associated with HSPC, liver fibrogenesis, cell growth and proliferation, and tumorigenesis were overexpressed in the patients with ALF relative to the levels in healthy liver donors. A complete list of the down-and upregulated genes is reported in Tables S1 and S2 .
GO enrichment analysis
The top 3 clustering groups obtained by GO enrichment analysis are shown in Table 3 . The downregulated DEGs were enriched in the BP terms associated with oxidatione reduction processes and negative regulation of endopeptidase activity; those under CC were mainly related to the extracellular exosome and extracellular regions, whereas those under MF were mostly related to oxidoreductase activity and serine-type endopeptidase activity. The upregulated DEGs were largely enriched in BPs associated with immune and inflammatory responses, those under CC were mainly related to the plasma membrane and extracellular exosome, and those under MF were mostly for actin binding and extracellular matrix structural constituents.
KEGG signaling pathway analysis
The top 5 results of the pathway enrichment analysis are shown in Table 4 . The downregulated DEGs were enriched in metabolic, complement and coagulation cascade, and chemical carcinogenesis pathways, whereas the upregulated DEGs were enriched in cell adhesion molecule and chemokine signaling pathways.
PPI network analysis
A PPI network of the DEGs, consisting of 787 nodes and 5292 edges, was constructed by Cytoscape software on the basis of the STRING database ( Fig. 1) , and the CytoHubba plug-in in Cytoscape was used to identify hub genes. In total, 17 genes were selected as hub genes of HBV-associated ALF ( Table 5 ). The plug-ins MCODE and BiNGO were used to carry out module analysis in Cytoscape. The top 4 significantly enriched gene modules were response to wounding, cell division, drug metabolism processes, and cytolysis (Fig. 2) .
Discussion
Microarray analysis has become one of the most popular molecular profiling methods used for the study of cancer and other complex diseases. Bioinformatic analysis of microarray data plays a key role in such studies. However, the dramatic progress of ALF and the difficulties in obtaining liver samples have limited the use of bioinformatic analysis for studying this disease, and thus the validation of large independent datasets for ALF is still rare. The GSE38941 dataset was provided by Nissim et al, 7 who aimed to study the molecular pathogenesis of liver regeneration in humans. They chose 4 patients who had ALF due to HBV infection and who had undergone OLT within one week of clinical onset. Using a combination of immunohistochemistry with gene expression profiling, those authors successfully demonstrated that liver regeneration in ALF is characterized by a prominent ductular reaction associated with extensive fibrogenesis to repair damaged liver tissue. They also found that the genes overexpressed in the patients versus in healthy liver donors were associated with HSPC, liver fibrogenesis, cell growth and proliferation, and tumorigenesis. In our present study, we aimed to conduct a comprehensive bioinformatic analysis of the molecular mechanisms underlying HBV-associated ALF. To achieve this goal, we employed several bioinformatic tools; namely, DEG screening, GO term enrichment analysis, KEGG pathway analysis, and PPI network analysis. By significance analysis using microarray data and the statistical software R, we identified 3142 DEGs (jlogFCj > 1) between the liver samples from the 4 patients and those from the 10 healthy donors. We chose 828 DEGs with a jlogFCj > 2 to identify potential hub genes and pathways that exert considerable effect on HBV-associated ALF initiation and progression from various aspects. According to GO term enrichment analysis, both upregulated and downregulated genes were enriched in the extracellular exosome category. Previous studies have reported that exosomes play an important role in immune regulation and antiviral responses during viral infections. 14 Kapoor et al 15 elucidated that the viral HBx protein may impact liver homeostasis through intercellular communication via exosomes. Chen et al 16 observed the antiapoptotic capacity of menstrual fluid-derived exosomes in acute liver failure. Wang et al 17 demonstrated that mesenchymal stem cell (MSC)-derived extracellular exosomes exhibited striking therapeutic benefits against liver Figure 1 The proteineprotein interactions of DEGs, red nodes represent up-regulated hub genes and green nodes represent down-regulated hub genes.
failure. These past findings were consistent with our results, demonstrating that extracellular exosomes may play an important role in HBV-associated ALF.
In our present comprehensive study, all of the bioinformatic analysis results pointed to inflammatory-or immune response-related genes and pathways. Specifically, GO term enrichment analysis showed that 51, 34, 19, and 16 upregulated DEGs were significantly enriched in the categories of immune response, innate immune response, regulation of immune response, and adaptive immune response, respectively, whereas 40 upregulated genes were significantly enriched in the inflammatory response term. KEGG pathway analysis indicated that 22, 21, and 20 upregulated DEGs were significantly enriched in the cell adhesion molecules, chemokine signaling pathway, and cytokineecytokine receptor interaction categories, respectively. Immune dysregulation is now recognized to be central to the pathogenesis of ALF, 18, 19 and HBV infection is thought to be an immune-mediated liver disease. 20 Furthermore, Woolf et al 21 suggested that a prompt host immune response plays a major role in fulminant hepatic failure due to HBV infection. With deeper study of the pathogenesis of HBV-associated ALF, there is increasing evidence that activation of the systemic immune responses plays a pivotal role in the disease pathogenesis and outcome. Upon exposure to HBV, individuals with a vigorous immune response to the virus will develop an acute, self-limited infection, which may result in ALF, 22 and massive production of IgG and IgM antibodies specific for the HBV core antigen was observed in the liver of patients suffering from HBV-associated ALF. 23, 24 Furthermore, the secondary immune response to hepatocyte death was thought to drive many of the extrahepatic features of ALF, including hemodynamic disturbance and multiple organ failure. 25 It is well known that the inflammatory response is the basis of such disturbance and is common in ALF, resulting in tissue damage and organ failure. It was reported that ALF is due to massive leukocyte-dependent inflammation and the extensive apoptosis of hepatocytes. 26 Additionally, chemokines and cytokines are important for both immune and inflammatory responses and are related to many infectious diseases, including ALF. 27, 28 In our study, the upregulation of genes related to immune and inflammatory responses and their related pathways supports the aforementioned findings. Furthermore, our PPI network and module analyses identified that the first gene module was significantly enriched in inflammatory response activity, and the fourth gene module was significantly enriched in immune responserelated pathways. These results provide more powerful evidence to support the theory that immune and inflammatory responses play very important roles in HBV-associated ALF.
PPI networks usually serve an important role in identifying novel protein functions 29 and in examining the associations between protein network structures and functions. 30 In the present study, the PPI network analysis identified a significant module that was mainly enriched in the cell division, cell cycle process, cell cycle phase, and nuclear division categories, all genes of which were upregulated. This indicated that cell proliferation and differentiation could be one of the molecular mechanisms underlying HBV-associated ALF. Our further use of PPI analysis thus validates the results described by Nissim et al. 7 We selected 17 DEGs as potential hub genes, using a strict filter. Among these hub genes, C-X-C motif chemokine receptor 4 (CXCR4) and CeC motif chemokine receptor 5 (CCR5) showed the highest node degrees of 31 and 29, respectively. From our results, these 2 chemokine receptors were enriched in chemokine signaling and cytokineecytokine receptor interaction pathways as well as in other chemokine-related pathways. Hepatocyte damage induced by liver failure stimulates the secretion of various cytokines and chemokines, which are involved in mediating the process of tissue repair. CXCR4 and CCR5, as receptors of chemokines, play important roles in the immune responses in ALF by regulating the migration of lymphocytes to sites of inflammation. There are a number of reports suggesting that the expression of CCR5 and CXCR4 is markedly increased in the liver in ALF. 31, 32 CXCR4 overexpression was shown to strengthen the homing of systemically delivered MSCs, enhancing their engraftment in the damaged liver and improving liver regeneration. 33 On the other hand, CCR5 deficiency has been shown to promote the development of ALF. 34 According to our results, these two genes and their respective proteins were upregulated, likely due to the OLT, which was helpful for liver regeneration.
To the best of our knowledge, no previous research has studied the relationships between ALF and the other upregulated hub genes, including CSF1R, ITGA2, ITGB2, LCK, PIK3CG, and SYK, but these genes may play key roles in the pathogenesis of HBV-associated ALF. Most of these genes are crucial components of immune or inflammatory responses; for example, the spleen associated tyrosine kinase (SYK ) and LCK proto-oncogene, Src family tyrosine kinase (LCK ) genes have important roles in the B-cell receptor signaling pathway, 35, 36 as was supported by our study, where both were identified as hub genes and as being enriched in this same pathway. Additionally, these 2 genes were significant in module 4, and thus potentially have crucial roles in the pathogenesis of HBV-associated ALF through immune and inflammatory responses. Further studies are needed to elucidate the association and biological functions of these genes in HBV-associated ALF or in other kinds of ALF.
Among the downregulated hub genes, albumin (ALB) had the highest node degree of 57 from the PPI network analysis. ALB is regarded as a marker of liver function after bone marrow MSC transplantation, 37 and in another study, this gene was regarded as a good prognostic biomarker of hepatocellular carcinoma (HCC) because of its greater prognostic value than that of Child-Pugh grading in patients with HCC. 38 ACACB and KNG1 are rarely expressed in the liver and have never been reported in ALF. Nevertheless, both are regarded as key genes in other diseases. 39, 40 Complement complement C3 (C3) is activated by the classical complement pathway, which is fully involved in immune reactions operating in acute infections in fulminant hepatic failure. 41 The complement activation product C3a is essential for liver regeneration, mediated through its effects on the cell signaling processes involved in hepatocyte proliferation, 42 although the liver has inherent tissuerepairing activities. In ALF, when acute tissue loss overwhelms the liver's regenerative capacity, hepatic function becomes impaired, leading to systemic inflammation, multiple organ failure, and sudden death. 43, 44 F2, PLG, and KNG1 were also enriched in the complement and coagulation cascade pathways in our results. Vascular endothelial growth factor A (VEGFA), another growth factor functioning in the liver, is the focus of attention in liver disease research because of its various actions, and the mechanism behind its protective effects in fulminant hepatic failure has been assessed. 45 Insulin like growth factor 1 (IGF1) is used to assess liver function and liver regeneration after liver transplantation. 46 All of these DEGs were downregulated in the patients with ALF, which might explain the basis of the poor prognoses.
In conclusion, the present study provides a comprehensive bioinformatic analysis of DEGs that may be involved in HBV-associated ALF. Our results should contribute to knowledge on the underlying molecular mechanisms related to the occurrence, development, and prognosis of this medical condition. The extracellular exosome, immune response, and inflammatory response pathways may potentially be used as biomarkers of ALF pathogenesis. Among the associated hub genes, CCR5, CXCR4, ALB, C3, VEGFA, and IGF1 may have significant roles in HBV-associated ALF. However, further genetic and experimental studies on these potential key genes and pathways are required to further confirm the findings of the present study.
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